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What Is Claimed Is: 



1. A method for preparing correctly folded and disulfide bond- 
linked interferon-a by expression in E. cott, comprising the steps of: 

(a) expressing interferon-a in B. coli comprising a vector 
in which the signal sequence of the gene for the heat 
stable Wrotoxin II (STII) from E. coli is operably 
linked to a sequence which codes for mature human 
interferonW and 

(b) isolating the expressed interferon-a. 



2. The method of clainfX wherein-said- v c etor fu r the r comprises 



l^_aR427~€ott alkaline phosphatase 



[ainO\ w herejn-sa 
(pnQAi^romotor. 



1 3. The method of claim 1 Vherein said vector further comprises 

2 the sequence for the ribosome binding site of the STII gene. 
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steps of: 



4. The method oflclaim 1 wherein said isolating step comprises the 



(a) performingNchromatography on silica gel; 

(b) performing hydrophobic interaction chromatography; 

(c) performing exchange chromatography; and 

(d) performing exchange chromatography. 

\ 

The method of claim 4 wherejj^said hydrophobic interaction 



chromatography employs phenyl 
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6. The method of claim 4, ^herein said cation exchange 
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7. The method of 
chromatography employs DBA 




^im 4, wherein said anion exchange 



8. The method^ of claim\ 1, wherein said interferon-a is 
interferon^. 

9. The method of claim 8, wherein said interferon^ consists- - *" ^5 

\ As 

-essentiaHy-ofihe sequence: 



Cys Asp 
Leu Met 
Cys Leu 
Phe Gly 
His Glu 
Asp Ser 
Tyr Thr 
Val He 
Glu Asp 
Thr Leu 
Glu Val 
Thr Asn 



Leu Pro 
Leu Leu 
Lys Asp 
Asn Gin 
Met He 
Ser Ala 
Glu Leu 
Gin Gly 
Ser He 
Tyr Lou 
Val Arg 
Leu Gin 



His Ser 
Met 
Asp 
Lys Ala 
He Phe 
Asp Glu 
Gin Leu 
Val Thr 
Val Arg 
Lys Lye 
He Met 
Leu Arg 



Leu Gly Ser 
Arg He Ser 
Gly Phe Pro 
^Glu Thr He 
in Leu Phe 
ir Leu Leu 
Asl| Asp Leu 
Thr Pro 
Lys ttyr Phe 
Tyr Ser Pro 
Arg Ser Phe 
Ser Lys Glu 



Arg Arg 
Leu Phe 
Gin Glu 
Pro Val 
Ser Thr 
Asp Lys 
Glu Ala 
Leu Mec 
Gin Arg 
cys Ala 
Ser Leu 
(SEQ ID 



Thr 
Ser 
Glu 
Leu 
Lys 
Phe 
Cys 
Lys 
He 
Trp 
Ser 
NO:5) 
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10. A method of purifying interferon-a, comprising the steps of: 

(a) performing chromatography of \nide interferon-a on 
silica gel; 

(b) performing hydrophobic interaction chromatography on 



(c) 



(d) 



the intemrohta obtained in step (a); 



performin&exchange chromatography on the interferon- 
a obtk rie4^ist^>\(b); and 

perforating ekcharige chromatography on the interferon- 
a obtainedJmtteD (c); 
whereby purified interferon is obtained. 



1 11. 

2 chromato 




h^J^thod of claim 10, wherein said hyd^j^obic interaction 
[y-employs phenyl sepharose. 



IT BY:S K Q & F ; 3- 4-96 ; 12 : 33PM 5 ~ SKQ&F-* 703 308 0294l# 4 



§ 



-39- 



1 12. The methtod of claim 10, wherein said cation exchange 

2 chromatography employs\sulphopropyl ion exchanger. 

1 13. The method of claim 10, wherein said anion exchange 

2 chromatography employs D^AE-sepharbse. 

1 14. The method of jplaim 10, wherein said crude interferons was 

2 expressed in bacteria. 

1 15. The method of \claim 10 f whereih said interferon-a is 

2 interferon-^. 
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16. The method of clairtf 15, wherein said interferon-^ consists 
essentially of the sequence: 



Cys Asp 
Leu Met 
Cys Leu 
Phe Gly 
Hid Olu 
Asp Ser 
Tyr Thr 
Val lie 
~Glu Asp 
Thr Leu 
Glu Val 
Thr Asn 



Leu Pro 
Leu Leu 
Lys Asp 
Asn Gin 
Met lie 
Ser Ala 
Glu Leu 
Gin Gly 
Ser He 
Tyr Leu 
Val Arg 
Leu Gin 



Leu Gly Ser 
Arg lie Ser 
'tsly Phe Pro 
GlJ Thr He 
an^Leu Phe 
Thr ieu Leu 
Asn/Asp Leu 
Lu Thr Pro 
Lys Tyr Phe 
t Tyr Ser Pro 
rg Ser Phe 
Ser Lys Glu 



Arg Arg 
Leu Phe 
Gin Glu 
Pro Val 
Ser Thr 
Asp Lye 
Glu Ala 
.Leu Met 
Gin Arg 
Cys Ala 
Ser Leu 
(SEQ ZD 



Thr 
Ser 
Glu 
Leu 
Lys 
Phe 
Cys 
Lys 
He 
Trp 
Ser 
NO: 7) 



17, A vector foXexpressing interferon-a in E. coll, comprising a 
DNA molecule coding for the signal sequence of the STII gene operably 
linked to a DNA molecule which codes -for mature human interferon-a. 




1 hi Tin 111 i > 1 1 1 1 1 1 ill 17 mfii ii in I vi i iniQiln i comprises^ 

2 ^b^zgf©rootor. 
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1 19. The vector of claim 17, wherein said vector further comprises 

2 a ribosome binding site of the STII gene. 

1 20. The vector of claim 17, wherein said interferon-cr is 

2 interferon^. 
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21. The vector of claim 17, wherein said DNA molecule coding for 
interferon-a consists essentially of the sequence: 




TGT GAT 
TTG ATG 
TGC TTO 
TTT QGC 
CAT GAG 
GAC TCA 
TAG ACT 
GTG ATA 
GAG QAC 
ACT CTC 
GAG GTT 
ACA AAC 



CTG CCT 
CTC CTG 
AAG GAC 
AAC CAG 
ATG ATC 
TCT GCT 
GAA CTC 
CAG GGG 
TCC ATT 
TAT CTG 
QTC AQA 
TTG CAA 




AGC AGG AGG ACC 
TCT CTT TTC TCC 
CCC CAG GAG GAG 
ATC CCT QTC CTC 
TTC AGC ACA AAG 
CTA GAC AAA TTC 
CTG GAA GCC TGT 
CCC CTG ATG AAG 
TTC CAA AQA ATC 
CCT TGT GCC TGG 
TTT TCT TTG TCA 
GAA (SEQ ID NO: 6) 



15 or a sequence which is more than about 70% homologous with this sequence 

16 and said sequence which is said homologous cod^s for interferon-a. 
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22. The vector onclaim 17, wherein said DNA molecule coding for 
interferon-a consists essentially of the sequence: 



TGT GAT CTG CCT CAA 
TTG ATG CTC CTG GCA 
TGC TTG AAG GAC AGA 
TTT GGC AAC CAG TTC" 




C AGC CTG GGT AGC AGG AGG ACC 
AGG AGA ATC TCT CTT TTC TCC 
C TTT GGA TTT CCC CAG GAG GAG 
AAG GCT GAA ACC ATC CCT GTC CTC 



CAT GAG ATG ATf! PAH r&nlaT<* tw Kit rw tw 
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GAG GAC TCC ATT 
ACT CTC TAT CTQ 
GAG OTT OTC AQA g\ 
ACA AAC TTQ CAA 



GCT GTG AGO AAA TAC TTC CAA AGA ATC- 
GAG AAG AAA TAC AGC CCT TGT GCC TGG 

OAA ATC ATG AGA TCT TTT TCT TTC TCA 
AGT TTA AGA AGT AAG GAA (SEQ ID KQ:6) 



15 or a sequence which is mire than about 70% homologous with this sequence 

16 and said sequence which islsaid homologous codes for interferon-*. 



23. A method fofprei 
linked interferon-a by exp 

(a) expr4ss|ngj.nl 

Ofd! 



ing correctly folded and disulfide bond- 
in E. coll, comprising the steps of: 
rferon-a in E. coll comprising the vector 
fad 



0») isolatingttne expressed interferon-a. 




